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Remarks 



Courtesies extended to AppUcants* representative in the personal interview held on 
November 21, 2002, are acknowledged with a^jpreciation. 

In accordance with the present mvention. there are provided methods for testing a 
compound for its ability to regulate transcription-activating effects of a peroxisome proliferator 
activated receptor-gamma (PPAR-y). Invention methods comprise assaying for changes in the 
level of reporter protein present as a result of contacting cells containing PPAR-^ (either 
endogenous to the host ceU or introduced recombinantly) and a reporter vector with the 
compound of interest Compounds identified employing invention methods are usefiil in the 
treatment of pathological conditions such as diabetes. 

Claims 16-20 and 27-35 were pending before this communication. By this 
communication, new claims 36-45 have been presented, and claims 16, 20, 27-29 and 33-35 have 
been amended to define Applicants' invention with grcateif particularity. These amendments add 
no new matter and are fully supported by the specification and the original claims. Attached 
hereto is a marked-up version of the changes made to the claims, labeled APPENDDC A 

Accordingly, claims 16-20, and 27-45 are currently, pending. For the Examiner's 
convenience, a clean copy of all claims is provided in APPENDIX R 

I 
I 

As discussed during the personal interview, the newly presented claims are specifically 
directed to the situation where the PPAR-y component used in the functional bioassay is a GALA 
chimeric PPAR-y receptor, as shown in Example 3 (see specification at pages 23-24). Claims 
36-45, Uke the previously pending claims, are directed to methods of testing compounds in a 
functional bioassay system. The methods of claims 36-45 require testing compounds using cells 
that contain (i) a GAL4 chimeric PPAR-y, and (ii) a reporter vector. A schematic of this 
embodiment of the present invention is provided below. 
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Receptor Expression Vector 



Construct conqnising DNA encoding a GAL4 chimeric PPAR-y 
which conaiiis a GAlA DNA binding domain and a PPAR-y 
ligand binding domain 



QAL4 chimeric 
"♦^ PPAR-y receptor 
protein is expressed 



ConqKHind activates chimeric receptor 
via PPAR-y ligand binding domain 



Reporter Vector 



GAL4 DNA binding donoain of chimeric receptor binds 
to QAI4 hormone response element to cause 
transactivation of reporter 



Promoter GAL4 Response Element 



Reporter Protein 



Reporter 
protein is 
expressed 



AppUcants respectfully suhniit that claims 36-^45 satisfy all requirements of 
35 U.S,C, § 1 12, first paragraph. The scope of the claims is commensurate with the disclosure 
provided by the specification. Accordingly, any prior rejection of claims 16-20, 27 and 28 under 
35 US.C. § 1 12, firet paragraph, is not applicable to newly presented claims 36-45, 
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Conclusion 



In view of the above amendments and remarks, reconsideration and fevorable action on 
all claims are respectfully requested. In the event any matters remain to be resolved in view of 
this communication, tiie Examiner is encouraged to call the undersigned so fliat a pronrpt 
disposition of this Education can be achieved, 



Date: December 1 1. 2002 



Foley ALardner 
P.O. Box 80278 
San Diego, CA 92138-0278 

Enclosures: App endices A an d B 



Respectfully submitted, 



Stephen E.Reiter 
Registration No. 31,192 
Telephone: (858)847-6711 
Facsimile: (858)792-6773 
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APPENDIX A - ALTERED CLAIMS 
VERSION WTTH MARKINGS TO SHOW CHANGES MADF 



Claims 16, 20, 27-29 and 33-35 have been amended as follows: 

1 6. (Thrice amended) A method of testing a compound for its ability to regulate 
transcription-activating effects of a peroxisome proliferator activated receptor-gamma (PPAR^), 
said method comprising assaying for changes in the level of reporter protein present as a result of 
contacting cells containing said receptor and reporter vector with said compound; 

wherein said receptor is introduced into said cells by a receptor expression vector 
comprising a DNA segment encoding PPAR-y, and 

wherein said reporter vector comprises: 

(a) a promoter fliat is operable in said cell, 

(b) a hormone response element, and 

(c) a DNA segment encoding a reporter protein, 

wherein said reporter protein-encoding DNA segment is operatively linked 
to said promoter for transcription of said DNA segmait, and 

wherein said hormone response element is operatively linked to said 
promoter for activation thereof, 
wherein an increase or decrease in the level of the reporter protein [detected) when said cells are 
contacted with said compound, relative to the level of the reporter protein [deteeted] when said 
cells are not contacted with said compound, is indicative of a compound that regulates the 
transcn?>tion-activating effects of said receptor. 
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11$ a 



20. (Twice amended) A method according to claim 16 wherein said compoimd : 
putative antagonist for said PPAR^^y [ p eroxisome prolifcrator activatod receptor gaima ttl, 
and wherein said contacting is carried out in the presence of 

increasing concentrations of said compound, and 

a fixed concentration of at least one agonist for said PPAR-v Ipcroifcromo 

prolifcrator octivatod r e ecptor g n rnw a], 
wherein a decrease in the level of the reporter protein (4eteeted] when said ceUs are contacted 
with said compound and said agonist, relative to the level of the reporter protein (4etee^] when 
said cells are contacted with said agonist alone, is indicative of a compound that is an antagonist 
of said receptor. 



27. (Twice amended) A method according to Claim 16 wherein said contacting is 
carried out in the jfurther presence of at least one PPAR-y agonist, 

wherein an increase or decrease in the level of the reporter protein [^eteeted] when cells 
are contacted with said compound and said agonist, relative to the level of the reporter protein 
[detected] when cells are contacted with said agonist alone, is indicative of a compound that 
regulates the transcription-activating effects of said receptor. 

28. (Twice amended) A method according to Claim 16 wherein said contacting is 
canied out in the further presence of at least one PPAR-y antagonist, 

wherein an increase or decrease in the level of the reporter protein [detected] when cells 
are contacted with said compound and said antagonist, relative to the level of the reporter protein 
[detected] when cells are contacted with said antagonist alone, is indicative of a compound that 
regulates the transcription-activating efifects of said receptor. 



023.227137.1 

Received from <> at 1211 1/02 7:00:39 PM (Eastern Standard Time] 



DEC. 1 1, 2002 4:05PM ^1 792-6773 FOLEY AND LARONER ^ ^NO. 5369" -P. 16- 



In re Application of: Evans etal. 
Application No. : 09/1 55,252 
Filing Date: September 21, 1998 



PATENT 

Attorney Docket No.: SALK1470-2 
(088802^1852) 



Page 13 of 22 v>~«»v.'xo.,.; 

29. (Amended) A mefliod of testing a compound for its ability to regulate 
transcription-activating effects of a peroxisome proliferator activated receptor-gamma (PPAR-y), 
said method comprising assaying for changes in the level of reporter protein present as a result of 
contacting cells containiiig said receptor and reporter vector with said compound; 

wherein said cells express native PPAR-y, and 

wlierein said reporter vector comprises: 



(a) a promoter that is operable in said cell, 

(b) a hormone response element, and 

(c) a DNA segment encoding a reporter protein, 

wherein said reporter protein-encoding DNA segment is operatively linked 
to said promoter for transcription of said DNA segment, and 

wherein said hormone response element is operatively linked to said 
promoter for activation thereof, 



wherein an increase or decrease in the level of the reporter protein [deteeted] when said 
cells are contacted with said compound, relative to the level of the reporter protein [detected] 
when said cells are not contacted with said compound, is indicative of a compound that regulates 
the transcription-activating effects of said receptor. 

33. (Amended) A m^od according to claim 29, wherein said compound is a 
putative antagonist for said PPAR^v [ pcroMisomc prolifcriator activated receptor gnmmo l, 
and wherein said contacting is carried out in the presence of 

increasing concentrations of said compound, and 
a fixed concentration of at least one agonist for said FPAR-v [peroxisome 
proliferator flcti^Titcd r e ceptor gom aa], 

wherein a decrease in the level of the reporter protein [deteeted] when said cells are 
contacted with said compound and said agonist, relative to the level of the i«porter protein 
[deteeted] when said cells are contacted with said agonist alone, is indicative of a compound that 
is an antagonist of said receptor. 
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34. (Amended) A method according to claim 29, wherein said contacting is earned 
out in the fiather presaace of at least one PPAR-y agonist, 

wherein an increase or decrease in the level of the reporter protein {deteeCed] when cells 
are contacted with said compound and said agonist, relative to the level of the reporter protein 
[deteeted] when cells are contacted with said agonist alone, is indicative of a compound that 
regulates the transcription-activating effects of said receptor. 



35. (Amended) A method according to claim 29, wherein said contacting is carried 
out in the further pres«ice of at least one PPAR-y antagonist, 

wherein an increase or decrease in the level of the reporter protem [deCeeted] when cells 
are contacted with said compound and said antagonist, relative to the level of the reporter protein 
[detected] when cells are contacted with said antagonist alone, is indicative of a compound that 
regulates the transcription-activating effects of said receptor. 
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APPENDIX B - riTRI ^NTLY PRNPING CLAIMS 

16. (Thrice amended) A method of testing a compound for its ability to regulate 
transciiption'activating effects of a peroxisome proliferator activated rccqjtor-gamma (PPAR-y), 
said method comprising assaying for changes in the level of reporter protein present as a result of 
contacting cells containing said receptor and reporter vector with said compound; 

wherein said receptor is introduced into said cells by a receptor expression vector 
comprising a DNA segment encoding PPAR-y, and 

wherein said reporter vector comprises : 

(a) a promoter that is operable in said cell, 

(b) a hormone response element, and 

(c) a DNA segment encoding a reporter protein, 

wherein said reporter protein-encoding DNA segment is operatively linked 
to said promoter for transcription of said DNA segment, and 

wherein said hormone response element is operatively linked to said 
promoter for activation thereof, 
wherein an increase or decrease in the level of the reporter protein when said cells are 
contacted with said compound, relative to the level of the reporter protein when said cells are not 
contacted with said conq)ound, is indicative of a compound that regulates ±e transcription- 
activating effects of said receptor. 



1 7. (Reiterated) A method according to Claim 16 wherein said hormone response 
element is a direct repeat of two or more half sites separated by a spacer of one nucleotide, 
wherein said spacer can be A, C, G or T, wherein each half site comprises the sequence 

-RGBNNM-, 

wherein 

R is selected from A or G; 
B is selected from G, C, or T; 

each N is independently selected from A, T, C, or G; and 
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M is selected &6m A or C; 
with the proviso that at least 4 nucleotides of said -RGBNNM- sequence are identical 
with the nucleotides at corresponding positions of the sequence -AGGTCA-; and 

wherein said response element is optionally preceded by Nx, whaein x 
falls in the range of 0 up to 5. 

1 8. (Previously amende<^ A method according to claim 1 7 wherein said response 
element has at least one copy of the minimal sequence; ' 

AGGACA A AGGTCA (SEQ. ID NO. 5), 
wherein said minimal sequence is optionally flanked by additional residues. 

19. (Previously amended) A method according to claim 17 wherein said response 
element has at least one copy of the sequence: 

GGACC AGGACA A AGGTCA CGTTC (SEQ. ID NO. 6). 

20. (Twice amended) A method according to claim 16 whei«in said compound is a 
putative antagonist for said PPAR-y, and wherein said contacting is carried out in the presence of 

increasing concentrations of said conr^und, and 
a fixed concentration of at least one agonist for said PPAR-^, 
wherein a decrease in the level of the reporter protein when said cells are contacted with 
said compound and said agonist, relative to the level of the reporter protein when said cells are 
contacted with said agonist alone, is indicative of a compound that is an antagonist of said 
receptor. 
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27. (Twice amended) A method according to Claim 16 wherein said contacting i 
carried out in the fbrther presence of at least one PPAR-^ agonist, 

wherein an increase or decrease in the level of the reporter protein when cells are 
contacted with said compound and said agonist, relative to the level of the reporter protein when 
cells are contacted with said agonist alone, is indicative of a compound that regulates the 
transcription-activating effects of said receptor. 



28. (Twice amended) A method according to Claim 16 wherein said contacting is 
carried out in the further presence of at least one PPAR-y antagonist, 

wherein an increase or decrease in the level of the reporter protein when cells are 
contacted with said compound and said antagonist, relative to the level of the reporter protein 
when cells are contacted with said antagonist alone, is indicative of a compound that regulates 
the transcription-activating effects of said reenter. 

29. (Amended) A method of testing a compound for its ability to regulate 
transcription-activating effects of a peroxisome proliferator activated receptoi-gamma (PPAR-(r), 
said method comprising assaying for changes in the level of reporter protein present as a result of 
contacting cells containing said receptor and reporter vector with said compound; 

wherein said cells express native PPAR-y, and 
wherein said reporter vector comprises: 

(a) a promoter that is operable in said cell, 

(b) a hormone response element, and 

(c) a DNA segment encoding a reporter protein, 

wherein said reporter protein-encoding DNA segment is operatively linked 
to said promoter for transcription of said DNA segment, and 

wherein said hormone response element is operatively linked to said 
promoter for activation thereof, 
wherein an increase or decrease in the level of the reporter protein when said cells are 
contacted with said compound, relative to the level of the reporter protein when said cells are not 
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contacted with said compound, is indicative of a compound that regulates the transcription- 
activating effects of said reenter. 

30. (Reiterated) A method according to claim 29. wherein said honnone response 
element is a direct repeat of two or more half sites separated by a spacer of one nucleotide, 
wherein said spacer can be A, C, G or T, wherem each half site comprises the sequence 

-RGBNNM-, 

wherein 

R is selected from Aot G; 
B is selected from G, C, or T; 

each N is independently selected from A, T, C, or G; and 
M is selected from A or C; 
widi the proviso that at least 4 nucleotides of said -RGBNNM- sequence are identical 
with the nucleotides at corresponding positions of the sequence -AGGTCA-; and 

wherein said response element is optionally preceded by N,, wherein x 
falls in the range of 0 up to 5. 

31. (Reiterated) A method according to claim 30, wherein said responise element has 
at least one copy of the minimal sequence: 

AGGACA A AGGTCA (SEQ. ID NO. 5), 
wherein said minimal sequence is optionally flanked by additional residues. 



32. (Reiterated) A method according to claim 30, wherein said response element has 
at least one copy of the sequence: 

GGACC AGGACA A AGGTCA CGTTC (SEQ, ID NO. 6). 
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33. (Amended) A method according to claim 29, wherein said compound is a 
putative antagonist for said PPAR-y, and wherein said contacting is carried out in the presence of 
increasing concentrations of said compound, and 
a fixed concentration of at least one agonist for said PPAR-y, 
wherein a decrease in the level of the reporter protein when said cells are contacted with 
said compound and said agonist, relative to the level of the reporter protein when said cells i 
contacted with said agonist alone, is indicative of a compound that is an antagonist of said 
receptor. 



are 



34. (Amended) A method according to claim 29, wherein said contacting is carried 
out in the further presence of at least one PPAR-y agonist, 

wherein an increase or decrease in the level of the reporter protein when cells are 
contacted with said compound and said agonist, relative to the level of the reporter protein when 
cells are contacted with said agonist alone, is indicative of a compound that regulates the 
transcription-activating effects of said receptor. 

35. (Amended) A method according to claim 29, wherein said contacting is carried 
out in the further presence of at least one PPAR-y antagonist, 

wherein an increase or decrease in the level of the reporter protein when cells are 
contacted with said compound and said antagonist, relative to the level of the reporter protein 
when cells are contacted with said antagonist alone, is indicative of a compound that regulates 
the transcription-activating effects of said receptor. 
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36. (New) A method of testing a compound for its ability to regulate transcription- 
activating effects of a peroxisome pioliferator activated receptor-gamma (PPAR-y). said method 
comprising assaying for changes in the level of reporter protein present as a result of contacting 
cells containing a GAL4 chimeric PPAR^ receptor and a reporter vector xvith said compound; 

wherein said GAL4 chhneric PPAR-y receptor is introduced into said cells by a receptor 
expression vector comprising a DNA segment encoding at least the ligand binding domain of a 
PPAR-y and a DNA segment encoding a GAL4 DNA binding domain, and 

wherein said reporter vector comprises: 

(a) a promoter that is operable in said cell, 

(b) a GAL4 response element capable of being bound by said GAL4 DNA 
binding domain, and 

(c) a DNA segment encoding a reporter protein, 

wherein said reporter protein-encoding DNA segment is operatively Knked 
to said promoter for transcription of said DNA segment, and 

wherein said GAL4 response element is operatively linked to said 
promoter for activation thereof, 
wherein an increase or decrease in the level of the reporter protein when said cells 3ie 
contacted with said compound, relative to the level of the reporter pn,tein when said ceUs are not 
contacted with said compound, is indicative of a compound that regulates the transcription- 
activatmg effects of said receptor. 



37. 



(New) A method according to claim 36. wherein the DNA segment encoding said 
GAIA DNA binding domain is introduced at the amino terminus of the DNA segment encoding 
said ligand binding domain of a PPAR-^, 



38. (New) A method according to claim 36, wherein the DNA segment encoding said 
GAM DNA binding domain is introduced at the carboxy tenninus of the DNA segment 
encoding said ligand binding domain of a PPAR-y. 
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39. 



(New) A method according to claim 36, wherein the DNA segment encoding the 
native DNA binding domain of PPAR^ is substituted with the DNA segment encoding said 
GAL4 DNA binding domain. 



40. (New) A method according to claim 36. wherein the DNA segment encoding said 
GAU DNA binding domain encodes amino acid residues 1-147 of the GAL4 protein. 

41. (New) A method according to claim 36, wherein the DNA segment encoding said 
GAL4 DNA binding domain encodes amino acid residues 1-90 of the GAL4 proteia 



42. (New) A method according to claim 36, wherein the DNA 



GAL4 DNA binding domain encodes 



segment encoding said 



ammo acid residues 1-74 of the GAL4 protein. 



43; (New) A method according to claim 36, wherem said compomid is a putative 
antagonist for said PPAR-y, and wherein said contacting is earned out in the presence of 
increasing concentrations of said compound, and 
a fixed concentration of at least one agonist for said PPAR-y, 
wherein a decrease in the level of the rqx)rter protein when said celk are contacted with 
said compound and said agonist, relative to the level of the reporter protein when said cells are 
contacted with said agonist alone, is indicative of a compomid that is an antagonist of said 
receptor. 



44. (New) A method according to Claim 36, wherein said contacting is carried out ui 
the further presence of at least one PPAR-y agonist, 

wherein an increase or decrease in the level of the reporter protein when cells are 
contacted with said compomxd and said agonist, relative to the level of the reporter protein when 
ceUs are contacted with said agonist alone, is indicative of a compound that regulates the 
transcription-activating effects of said receptor. 
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45. (New) A method according to Claim 36, whex^n said contacting is carried out in 
the fiirther presence of at least one PPAR-y antagonist. 

wherein an increase or decreas e in the level of the reporter protein when cells are 
contacted with said compound and said antagonist, relative to the level of the reporter protein 
when cells are contacted with said antagonist alone, is indicative of a compound that regulates 
the transcription-activating effects of said receptor. 
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